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[mum mmm 

*°y U 7tfV-ABhfr£MtU (c) mtfV U sKV- Al^C^* ti&agRttM 

o 

±13 (a) ~ (c) <©xS&»y« , rcii:S:4#IKi:'r'6»#^iK:ffi*a)^a5. 

-f&mm&smFit Lx±m (a) ~ (c> ©x^sriiy^r^^^t'ts^ 

6 fcffl*0>:#«c. 

[»*«9 ] 1 - 8 CD V^Ttl^CfiB^^^^ic «fc y Bt#S*lfeWIK» 

s^-rssKy^^v^K. 
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3(1 ltCia*©jKU5l^l/^K. 

Ht**l 5] »**14lcWR«>4t^irft****K:J:U#b*l**> 
At ft. 

[0 0 0 1] 



[0 0 0 2] 
[f£5fc0>&H5] 



2003-3005916 
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6-9 8 7 9 0#&fe #W8-22B 7 8 3#At WOT 17-19 4#A 
ff, ^9-2 9 1^1, ^7-14 7 9 9 2^if) - 
[0 0 0 3] 

(WW 2 0 0 0-2 3 6 8 9 6^) . mA*R*< WW 
2000-23689 6 #^#) ^©W»=bff V^S. 
[0 0 0 4] 

%»&*iTV**. "WK£%K:Svvttt, 5' ***** 

» (Shatkin, Cell, 9, 645- (1976)) , ****** Nucleic Acid. 

Res., 12, 857- (1984) *fe*«&«C»V^ltS/^>f 

1^1 0-1 4 6 1 9 7 #^?S) □ 
[0 0 0 5] 

[0 0 0 6] 
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[0 0 0 7] 

aw e fc »(DiKia & » ^ t . ha mate * « annans * > a- * 

[0 0 0 8] 

( 1 ) * y^^W«3Wc6v^tlH0W»** WtJfittWtSttl 

*«*://<*K**»s*cttu .(b) *«***»&*yy*y 

mmnt.Lx±m (a) ~ (c) ©:«*iiy**"*^«-*-M (1) lc 
(4) #yy*y-AW^©iajR*«^ mx*ma*****w* ^ 

£.-$-z>±M (l) ~ (3) ©v^*i#fcflB<R©:#8«- 

*>/t*Jtert*T?**-tK (1) - (4) ©V*T*t*K:**eD#8fc 
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(6) mwt*£+*m**nm* ^-h 3 K>w«^^AWi 

(7) *>*AWai«>*S#* 8 0-200nep<DW(««*Il:tW»t 

ts±ia (6) Kna*w>#ife 

(9) JiSH (1) ~ (8) <D^?n*KWMto*&K*V*n*tok*1Mb** 

Milt V h% 

(10) «0U#*l 2, Jttfl 3T?*Sft*^fe««W**«****** 

y 5t^i/*^K, 

(1 1) 3 0-2 0 Ome r 0ft$©AX^7>^^W^^i 

(12) Hw»**«wrs«tt^ rna^^;v^o5' -#»*y 

(is) ±m o) ~ (12) «>v^rn*K:««©* , J»^ l/ *^ lf ** tolMR 

(14) ±13(13) KwmanmmaL**"*?-************* 



(l 5) ±« (14) KiW«0*>^f •t****CJ:y#&ti»*>/ , «^^ 
(16) _bSB (9) ~ (1 2) CDV>i s tlAHCia^0^y5t^l/^K^^^^ 

[0 0 0 9] 
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[0 0 10] 

( i ) £ -* * tt*©««B»0^ & & s # u * * k &^t? mmmm 

M^-fft<D*><DX*3b&^tf. #*b<»3 0-2 0 0*er<D&*<D?y$bM 

mmmzMffihitv. #v*9-n*=4yvT9fa> (pgr) ic* 

[0 0 11] 

y Fj ^ts^t^s) £©|g|jc#s£*i£«J:e>K:$S 
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[0 0 12] 
[0 0 13] 

*.fc3' 3 

' 5fc«iaW»&**#V 3* v^FS:T>^"fe>2^^>fv-i:LT-?-ti^ 
[0 0 14] 

5t '(Shatkin, Cell, 9 , 645- (1976)) &j®SR^§5©5' 5fc«iC, =*1fy 
*iB#J (Kizak, Nucleic Acid. Res., 12, 857- (1984) )£, #*&W©«*>KU 
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[0 0 15] 

(2) »flR»a&Mv>fc*>^*Jt£J*&# 

. *JWU ******* 

M et al., Transcription and Tranlation, Hames, 179-209, B. D. & Higgins 
, S. J., eds), IRL Press, 0xford(1984)Kl««©***K:*BTil|8'r«31 

[0016] 

©4*. E.coli S30 extract system (Promega^) £RTS 500 Rapid Tranlation 
System (RocheftS) &*U ttHrtbit Ret 

iculocyte Lysate Sytem (PromegaMS) * JEM AW****©*®*™ T 
EI0STM (TOYOBOtfV) ««I^K3Mftffl*«** 

**«>** JU***v>y******«*b*<. **«a>Mltt*** 

[0 0 17] 

3A*KPiB*Ofl««i:Uttt, ^^^Johnston, F. B. et al., Nature 
, 179, 160-161(1957), fe* VM*Erickson, A. H. et al., (1996) Meth. In En 
zymol., 96, 38-50*C«fRCD^*«:ffiV^ d HC, 

*«•>»<•*>«■ (W 0 0 0-2 3 6 8 9 6&««) * 

8 ffi|E4# 2003-3005916 



#2 001 — 39 6. 941 



mtMtM (ijf^7-2 03 9 8 4.fM) &ff^rfc**f*bV> 
[0 0 18] 

^.jxfl/^'JHWK 3' , 5' -cAMP, * 
«t5 2 0ll©7^»S. Sfei^^-itltlt ATP, 

>€-9Af©i»s, y/i/**>^w#tr&ft*. mmmnhxit. He P e 

s-KOH, Tris-Ml^ffiV^&n*..*feATP|ffe*i:bTtt, 

Ttt, thfl&^fi3ft©RNase inhibitor (TOYOBOfcfclMO *5W8V^&ft*. tRNA 
tt, Moniter, R. , et al., Biochim. Biophys. Acta., 43, 1 (1960)*IC1B« 

6RNAjKy^9-^T78MA3«y^9-W«:MV^*ri:*«T?«*. 
[0019] 

9 ' 2003-3005916 
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n ^ f &<Dtc.to(DyXTt±Zt=.\mm£LX\t, Av*m (P™«, J. M. et aU, 
Transcription and Tranlation, Hames, 179-209, B. D. & Higgins, S. J., e 
ds), IRL Press, Oxf ord(1984)) TSJ** x***-*«**»fc** 

********* (Spirin ' A - s * et aL ' s 

cience, 242, 1162-1164(1988)) , •2 1H0*^«^ 

WID6) , *6VM£*Mtt Wl2 0 0 0-2 5 9 1 8 6tif) WW 6 

HfrlCttftU ^W*^d»*&*B«l*Ctlrffi'r*** (#P^2 0 0 0 - 3 3 3 6 

7 s&*: ariftfc r*fc|***«3MSj ^ **** 

b#**« (WW 2 0 0 0-3 1 6 5 9 5*ff) 
[0 0 2 0] 

a v rmz * y * > * * ***** * «** c ^ **• **** fe 

<1*18~3 0^ 35ICff*b<tt2 0-2 6T3Tf«. RJSWIHtt. *' J ' j * 
WltbtmW. «»Wtt*>/tir***K«»««>WBK* l JK* 

*>*****»»•** LTtt * mmxm* 

! o m«E#2 003-3005916 



#2001—3 96941 

(Endo, Y. , et al., J. Biol. Chem. , 258, 2662-2667(1983)) , U #V 
-A**fl5*:>*** (Endo, Y. , et al., J. Biol. Chem., 262, 8128-8130(1 

9 8 7)) mnmr*>M. r*i&B^©»mMftt«v^*>7tjrft***ica3 

[0 0 2 1] 

12,00 o«) ^ mmm**-* (^xmrnnm : 1 2. 00 o«) #*w 
12, ooo^b>ejK©^ : ?*»*«:*^**»®* ? ** bv '- a 

[0 0 2 2] 

Mtt ft « wc * > * * Hi^tfc ft ft e> ** C tt, «wiw ft * 

£fc#»lcA*u K»*±K:, Ji«3Mf«C^bfca«^«ft*lBftft«*^ 
«KiMM- *cifclcJ:»;*y**IHMtftff3- J*#»Kitt, JiB* 
rtfiJ«*K:»W»fflft*ilIbT, iaft#fCAftfi*«fct*. ■** J:btB 

tf«ice«bfc»f** <***) ftlMBftfta*v^^K**bT»»ftff^ 

||ffi©|!ilfttArb%«»CJ:oT7K^lf«C»*a**i&»ttft<' W*ft 

iWBonjWMifOM^^-©**, RJS«fc«IMH©««Hi»l : 4~l : 8 
#aST!*S#, l : 5jW«tM. W«*6ai*IMiniBltt*«^«^** 

1 i ffitfcff 2 003-3005916 
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ic *>^**t*j*»W-fc*'*"*- OT©^a 

?££Mvn6£ 3 0-3 7 °c-tM? e> ^ &o 

[0 0 2 3] 

oc. Natl. Acad. Sci. USA., 97, 559-564(2000)) Ci»j«Bt*:l:m* 

SftSWICWt * 3 * K * y > U * * 

[0 0 2 4] 

( 3 ) jk y y jj< v - 
s h < flavins.. 

[0 0 2 5] 

12 ffiSE#2 0 0 3- 3 0 0 5 9 1 6 



^200 1-39 694 1 



. M^tt&fcJ******^*** $ry*n-/w (D 2 o) , 

[0 0 2 6] 

WT*. ^H«*ftW»^K:J:«#y/^K^*S*«®^«ttProc. Natl 
. Acad. Sei. USA. , 97, 559-564(2000) C«*<D#»*«:ffl^* - 

3 o*<z>«H-e* *©±»««3 o^feiwiwwM-e^^aKfitffttw^B 

#M*t&tl«. 20^T»««l 0%TfJl»#«6 0%©W<Z)«K*nB« 5 **»* 
[0 0 2 7] 

*b<tti-i oo4SS*k:#«Us*i*. *RUfc*y^f**«RJS«^ * 
aW»K#bt 1/100-10 OWttOitlit*^^*' #* b 

. lA©*frfctt*#«Ktt, «^tf, 4 TH! 80000-4 00000 x» 

1 3 ffiliEft 2003-3005916 
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, 5/ a WW 5.1, rw^I^MlOO' 4 ^* 5 ^^ 

5: Kt5o r©tl£ffiic*sv^, ******** 

*«101S~28W(!/atW82; 5-4 5%), fc* V 2 © 
1 3-2 lWfr (5>3««*3 5-4 5%) *W#ttOD 260 © 

[0 0 2 83- 

(4) «w»*ft*fPi-««ttft*^**««*W®^ xW ** WW *' 6 
RNA (MUM) l*mft***bTcDNAfc»#U XCKcDHAIC** 

WW** fcffl** » »« * * «««*«^ & fc * # U * * l/** K & 
*, © T? * U , PCR^tc J: 9 * * - * ******* * ** 

So 

[0 0 2 9] 

hbTtt, *ne««»©**ft«V^Si:««Tf««^ **»KU*, Acid gua 
nidium thiocyanate-phenol-chloroform (AGPC) & (Chomczynski ,P. ,et al.,An 
al.Biochem., 162,156-159(1987)) b <«V^6*l*. tlSRNA 

ft Hr tn»«t* ic au ssh^m 2i b t * > * * *#>&* c An e> *i feDNA^nr * *t 

[0 0 3 0] 

1 4 ffiHE^ 2003-3005916 
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AMVy^'-X U ^#-i?ftfflVN§©2>W* bV^ RNA LA PCR Ki 

t (AM?) ver.1.1 (TAKARA*±|g) *©rfflR©#V b ftJBV^ r ilfcT'ltS, 
[0 0 3 1] 

»«^j£KJ:oTflMRbfccDNArau t#j©m^ft»ii , t £?S'f£ft;t•3- 
«S b TfEH"* 6 BIlc^UMWI ft b T & v^ r ©&MBB*U £ a - ^ 
>f >?tHV W l/**^K©5' ^©*fe3SIB^J£ffi|imft«t-S7>^lz>*^ 

■ ft (i)'©«Hi*y5i^l/*^K4:bTH«lu:mi«BI*fWHU 

# > A * & f?e>3£iCi:oT^ ©«tR*W ©«»*Stt SiBtSiil^ 

©*^*«^©3iy sDs-jKur^y-H'T^ k*&»«jc*5#*i 

tj y> h^;i/- (CBB) fC t-h7^t^77-f-iS 
(Endo, Y. et al., J. Biotech., 25, 221-230(1992) ; Proc. Natl. Acad. Sc 
i. USA., 97, 559-564(2000)) *&ffiV>&i4:#T?«»*. *W»IWeC* 

>7^^S^e 3 ^i^^tl-5m3 l fe®m&^B!I^•rS^*W*b<MV^f ^ ^lS 0 

KcDMAottiEnn ft m a ^ e> n s *«ic * y mm* * r j* ic * y , mtsmmo 

[0 0 3 2] 

jtss (4) fcsa«©#sfec*y ! »£ftfccDNAft_t!a (i) ©48»Ky s^** 

1 5 ffiSE# 2003-3005916 
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D ~ (4) K BW««WilM»tt. MaWM>«WMMW 

[0 0 3 3]' 

SMMtWMTttft*'. "W**' 3 0-2 0 0. 

a 




9 -<Ki*W»ft*oftJBv^s4:#T!«*. ***** sP6^a*-*-> t 



1 6 
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[0 0 3 5] 

±« (2) KWL*<D*&£l**Kl,X*yX*X*r**K*Z^ B^ 1 ^ 

-^J';r-/^- (GBB) |CJ:*Jfefe* *-b^V*>fl77J ~& (Endo, Y 
. et al. f J. Biotech., 25, 221-230(1992) ; Proc. Natl. Acad. Sci. USA., 
97, 559-564(2000)) mZM^Z - £ 

[0 0 3 6] 

(7) e^^^ffi&^-r^^ 1 ^^^^^^^^^^" 

[0 0 3 7] 

Lucif eraseit^DNA ( P SP-luc + : Proaega*fc», # * n : E 1 7 8 1 ) 

1 7 mSE# 2003-3005916 
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##AS*lfe^5^^ FZmmtL IT, ?y#**4 X3P&5 7nts£, ^©3' 
©5' ^©SBm^U tfe7>^Xa»5' MJC^jlfB^Il 2nts, jg 
1 ) , ^t>*Luciferasem^DNA©X h V 7° a F>^?> 1 6 5 2 s<-7. 3 

fc 0 #^tife^3 4 o obp&MmK*^* ; -fttfcmz&vmmh. znzm 

mUhX. SP6 RNA Polymerase (TAKARA*±$g) £M V^^S^TW #£>*lfeRN 
A^7x;-V?n07*Mi^ 3i#y-;i/tfcJ£©^ Nick Column (Amer 
sham Pharmacia Biotech*±$D lC<fc oT*iigb£o ^ *l fcffiliRliSMi: bT£*T © 

[0 0 3 8] 

(2) aA=¥E^ffi^^®MSg 

* l&m\Z l 0 0 g(Di!ll^ ^ ;i/ (Frits 
ch&m ' Rotor Speed Mill pulverisette 1 4SD SC»Ib,- Ef^iSC 8 , 0 0 Or 

JXO. 7-1. 0 Omm) ZmUhf^ HSMtlfc* £ 2/ * D /\*^>©Mlir#t 

(^*i:b=Egm-fb^ : >>^D^^i?->=2. 4 : 1) fcJBV^^K: J: ot, 
Ig^lg ^ ^ ^ s jg££ £ -g- tf # _hiB:£* tK^ b > ^Sffc:^ Ciotl & 

fee 

[0 0 3 9] 

«^B»bfe<fcS*T?iSfei*bfc. fcV\TJ, ;-ffb (Nonidet:^-^9-r • 
r^h-7XW P40©0. 5§t%M^Ml^> tft^i^^ v ^ 
B?§b&<&&£ b T a A =?J&^ & #fc . 

n2*3?m&m&®&%WL<Dmm&1$m (Erickson, A. H. et al., (1996) Met 
h. In Enzymol., 96, 38-50) IzmVtc. JEHT0>tlkffl*4TCT!ff ofc. 
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©PattersjjnfeCD^fiSS:— ajqScSgUfeMffiaiSSC (f^fntMSilbT, 8 0m 
M HEPES — K0H(pH 7 . 6)„ 2 0 0mMiS§* U fA, 2 aMM^y 4 mM 

*-fb*^/S/^A, #0. Gm& IMTS Bw&t?**XU* b-fr) 

zmtlx. i&#28£b&v><ke>c&^u&#e>m#bk 0 30, oooxg, 1 

-e*l*jWF«^fcb*C4 0«M HEPES-K0H(pH7. 6). 1 0 0 ntmWtf] V V A, 5 
mMlf^?^*$/?A> #0. 3iMCD Ll7^;t2 0gE 4mM^^XU>rh 
^sjl^^ 37 & ^.G— 2 5^7^A (Amersham Pharmacia Biotec 

2 6 OnmtC&tf&^^g (O.D.) (A 260 ) #170-250 (A 260 
/A 280 =l. 5) KteZ&OlZMMlsfe. 
[0 0 4 0] 

_fcSS (2) T»8l«S*ife3A*Kf»lii*^«5. 8 /Ecl*-&4?9EaK-M 
MEJSI (•e*l-?*l«J»tRS^» 2 9mM HEPES— KOH (pH7. 8) , 9 5mM^m* 
'Jij7A, 2. 7mMBf^7***S/^<£u 0. 4mM^.^;b^ Vy (-t-ft^j • h 
-#M±m) > #0. 23mM ^1*2 0«», 2. 9mMS?^^U*b- 

;K 1. 2mM kl? mftnmtm) . 0. 2 5 mM GTP (5f&3fcttlStfc») > 15m 
'M# l/T^U OftytMM'&M) > 0. 9U/#1 Rnase inhibiter (TAKARA 
, 5 0ng//*l tRNA (Moniter, R. , et al., Biochim. Biophys. Acta., 

43, 1-(1960)) , 0. 4 6 /tg/l^l/7f>^t-f (Roche*±i§) ) 25/tl 
fcfMLfco Jiffi (1) Trfls»b&9>#V>f XBB^J&.^tfmRNA 

£ 8 # gin*., 2 6°C1?3 0 3HBK>*f:i'<- h bfeo 3 O^^Cycloheximide 

[0 0 4 1] 

(4) ^etttt&JOTBOffrft 



001-396941 

10%^H«^ 2 5mM Tris-HCl (PH7. 6). 5 

) , 0. 7 5 MM Cycloheximide (*!*»UR£8) , 6 0%* a*** («*« 
K V 2 5mM Tris-HCl ( P H7. 6), 5 0«W'^^ 

6 0%^i(t^-fn-mi), 0. 7 5 #M Cyclohexim 

Ida (ft^Htttli) ^ 6 0%i/ai^TlfC> 10*J/H««ft±i 
lcbT#2. 6*ro»<*lcAtife. 

: BIOCOMP-GRADENT MASTER) fc«^TTfi®«^**««^^' 

SPEED: 2 5RPM, ANGLE: 5 5deg.. TIME.: 1 mm: 5 0 sec, 2HfS> SPEED: 
2 5RPM. ANGLE: 8 3. 5deg„ TIME: lmim:2 5sec.) 

[0 0 4 2] 

(5) j/aWWWI^iS^^'J y#y-AW*©*«*m©»ffi 

_hia (3) V*>A?ft&®*Jt®<DBLfcm^%i®m («MWe. 2 5mM 
Tris-HCl ( P H7. 6), 5 0*tW^ 5*tft^^S/9A 
.y*b=L**tt» 75Aim mt-b* (4) •C#KUfc*H«« 

m^mmmKm^ 40, 000 rpm, 4 -c ■* 1 «n** (hitach*±§s s *<mic 

P6 5I3. U-#-P55ST2) bfc. 0 0~ 1 2 0 n If oW£ft*»K * 

i^O2 8 0».i:^*»W« (CD.) StHlbfe. z<Dttm*MiK**' 

3~23I^ (S/BHW3 2. 5-4 5%) t, AGPC& (Chomczynski ,P. ,et 
al.,Anal.Biochem. ,162,156-159(1987)) V^TRNA^ffi bfeo 
{C^UDNase I (TAKARAttW) 25Dt*^ 3 

[0 0 4 3] 

(6) cDNA©ffr£i:*t«8 
RNA LA PCR Kit (AMV) verl.l (TAKARA$fc§S) *«V*T*K*fiJ** 
ftttttWK** 5rf*ft7iT*S/9A, IX RNA PCR buffer, 1 mM dNTP mixture 

2 0 miiE#2 0 0 3 - 3 0 0 5 9 1 6 



#2001 — 3969-4 1 

i o*M yy*±v*W*- (Wl»»2) * » l RNase Inhibit ° 

r 0 2 5U/.1 Reverse Transcriptase) fe*»U HESfcbT-h* (5)© 
BliffliAimTiiWt^ cDHAfcfWbfe. £<DcI»Aft**r 

©3- «GAAW*U JSC*© 5' «Kia|S*5«»KW«r*S^bfe*>^^9-f 
V- (WW** 3) , Rta«ciferase«^DNA©^*-b=i-K>©A^&2 0v< 
-^(DfiW^T^t^^^- «0O*#4> *«WtPCR* 
flV*lBOW>litti^t#fe. zi^CExonucleasel (USBttS) &5U«.3 

i«eit*«**fc. to****"™ PCR DM and Gel Band Purification 

JRbfc. 
[0 0 4 4] 

Luciferase^DNA^A^^fe^^X^ KMMfcbT, Luciferase^fc 
*DNA©X#- h3 K>(DA* & 2 0 /<^H©«l«W**tWW 4 CBi - 

(I3^J##6) fcffiv>fePCR«:ffV^ttcifera8e3te?DMAfe» 
^»K:*tH»3 2 0 0bp«>DHAWJ¥t#fc. r©PCW«l A lil#SJK« 1 (6) T* 
BUKbfc»l 5 obp©DNA«t^0)5 0^©l*©WDNAI»T^r«:«K:*>^^9>f 

PCKft*V*3 4 0 0b P ©DNA®rtf &#fc„ 2 © 4 3 ftfcMCSPB RNA Poly 
merase (TAKABAtt*) MV*T**MJV^ #<b*lfcRNA* 7 * 7 * n O 
7*/l/A*ffi* X# Nick Column (Amer sham Pharmacia Biotec 



2 1 



2003-300591 



#2001-396941 



[0 0 4 5] 

»J1 (7) ^f^bfe«F»^U3J^l/^K%^ttniRNA«:8A8atI^ 26 
^ t , 3 0W>^a^-bbfc o 3 o^Cycloheximide (fD^M^tfc^) & 
ttKBlTCl. 5 ^MfCfe* J:e»lCin^ *>/5*jPteJ*fc*ltbfc. 
[0 0 4 6 ] 

±« (2) <D#yrt9Kt}&#jt&<DRfcmK*iWzm immmi (5) £w 

0, 0 0 0RPM, 4X3-ei«HB»A (HITlCBtfJK : 3«iNWP 6 5 , n-#-P55 
ST2) bfc- Z<D&1 0 0-1 2 0 nl-foWa-fctty* #1S#CD2 6 OnmlCfctt 
(O.D.) fcftMbfc, 2 K:jR*\. *>/t*Jt*J*#H* 

icfcA/ev^fc#*.&*i*, #u y#y-A#*&*i* 1 3-2 iB^ (2/s* 

$£3 5 — 4 5%) AGPC& (Chomczynski ,P. ,et al . ,Anal .Biochem. , 162, 
156-159(1987)) VNTRNAf&m b fe 0 i©«Hffi*^*K:*f bDHase I (TAKARA 

[0 0 4 7] 

(4) cDNA©^ilJtf*l 

ftttffl (6). fcW*frTf««W**»V\ cDNA&#§gbfc 0 r©cDNA%H 
ic*t«**fcfc*«9j£*l * 1 &^M£bT, IB^J##3, &tf7tcfiS*bfe 
Wlt*t*^-fT-t»^T#y - Wx>f :/yy**s> (PCR) % 
iffVN. 5^1 5 Obp(ODNAiT^$:#fco 

[0 0 4 8] 

(5) TA?n-x;y$r;&tf S/-*xy:* 

2 2 ffiSE^ 2003-30059 1 6 
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pGEM-T Easy Kit (>fn*#*±§3) ftB^T, BLf&W. (**l**V**«*T?* 
1 XRapid Ligation Buffer. ng//U pGEM-T Easy Vevtor) &#|?b^ntCil 
|5 (4) CDDNA^^i0X.T. 14TCT'4H^>fV^-Mt, DNA®T/t&pG 
EM-T Easy Vevtor Kiiil*&A,£ 0 VNT^Cjfe® J M 1 0 9 (TAKA 

^>^V>rXTOiC2=@^<Z)iTm^ffi^J (randomA : 1B^J## 1 3 , randomB : 
BB#I## 1 4 ) &?t«8Lfe. ^^1^123 K7skiT a 
[0 0 4 9] 

(1) §r^IB^J£^tJDNA$T#©fN£ 

Lucif erasefc^DNA ( P SP-luc + : ;* #*fcSL # * n : El 7 8 1 

©5' Wc&Ma#I£> ^©3' «icAi:/b$/7:n9-i?©:**-b3F> ! fe* 

ttWOtffclfSft* * e> IC^if >f > Lfc-fe >*^>f V- (randomA : WW* 
8. randomB :fg^I## 9) fc, 3' #mRI«^**V<ft*.l 6 0 Oitt. Onts 

zft-ofr. n^ntcms 400 (3' immmm^mi e o onts) , isoob P 
(3* #fKM«vo>tt) (Dmmfti tiizmmthT. &mmm<D5' mks? 

8 0 ObpODDNA®T^«I2^J##l 0lC|a^bfcr>^i2>^^^ 

[0 0 5 0] 

(2) ni,«itt^^^l^ iXv*m 
HJ6M1 (2) T*«bfen^^E^*m^^5. 8/tl«r&tfXBK-& 
tfcffi£*S?£ (**l*n**«*Tfc 2 9mM HEPES-KOH ( P H7. 8) , 9 5mMM 
#U?A, 2. 7mMimv^*S/?A> 0. 4mM*^;V^> (^*9>f • 

2 3 ffilEfS 2003-3005916 
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W = ***W *0. 23.« LST5^2 0a«. 2. 

i 2m K up wmmK®) - o. 2 5»» gtp (*,****tso - i 

WT*V»y» <******>'' °- 9D/ « 1RMSe inMMter ^ 
mg g) . BO*/ Ml tRNA (Moniter, R., et a!., Biochi.. B.o P h,s. Acta 

« 1.(1960,) . 0. 4 6„/.^T^^ - 2 " Ci ; 

5 L, * x m.h- I-W (11 T!*J«bfeBHi«:«WtVt> SP6 RM P ° 
„.erase (T0Y0B0tt«) *m*»Tt«M»»V ibftW^"^" . 

X* /-**•««• » lck Col<M " Burt 

■eta******** cm m «*«• 

»M i-Wtu r 5 l S oo 5 o?c 

[0 0 5 3] 

2 4 ffi|E#2 0 0 3 - 3 0 0 5 9 
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[0 0 5 4] 

SEQUENCE LISTING 

<110> Mitsubishi Ghemial Corporation 
Endo, Yaeta 

<120> A method for selection of untranslational polynucleotides which en 
hance translation of mRNA from random nucleotide sequence using cell-fre 
e protein synthesis system 
<160> 13 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 112 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 1 

cgatttaggt gacactatag aactcaccta tctchhhhhh hhhhhhhhhh hhhhhhhhhh 60 
hhhhhhhhhh hhhhhhhhhh hhhhhhhhhh haatggaaga cgccaaaaac at 112 



<210> 2 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence: synthesized 
<400> 2 

gtcagacccc gtagaaaaga 

<210> 3 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 3 

tctgagaact cacctatctc 

<210> 4 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence synthesized 
<400> 4 

tatgcagttg ctctccagcg 

<210> 5 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 

<400> 5 
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20 

ggagagcaac tgcataaggc 

<210> 6 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 6 

20 

agcgtcagac cccgtagaaa 

<210> 7 
<211> 20 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 7 

20 

cttatgcagt tgctctccag 



<210> 8 
<211> 90 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 8 

ctcacctatc tctcatcctc aacccacctc ctatatatcc caattttctc aatcctcccc 60 

90 

cttttaataa atggaagacg ccaaaaacat 
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<210> 9 
<211> 90 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence synthesized 
<400> 9 

ctcacctatc tctcacctcc ccactcccca acccaataac ataaaccccc aaccataaaa 60 



actccactta atggaagacg ccaaaaacat 

<210> 10 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 10 

ttacacggcg atctttc 

<210> 11 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 11 

cgatttaggt gacactatag aactcaccta tctc 



90 



17 



34 
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<210> 12 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 12 

tcatcctcaa cccacctcct atatatccca attttctcaa tcctccccct tttaata 57 



<210> 13 
<211> 57 
<212> DNA 

<213> Artificial Sequence 1 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 13 

tcacctcccc actccccaac ccaataacat aaacccccaa ccataaaaac tccactt 57 



[01] 
[H9 2 ] 
[H3] 
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[H4] 



mtn:^ a o o a — a o o r q i « 
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[01] 




7^*7 p— XjgJg 



| -s-1st Cycle -*-+0X (Negative control) 



1 



m$E#2 003-30 05916 



#2 0 0 1 — ,3 9 6 9 4 1 



[0 2] 




-0.2 1 " 

X^7 0— ^jgjg 



| -a- 2nd Cycle -*-+CX (Negative control) 



2 
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[EB3] 



42 

H 
v 



LT5 

e 



<ra 



1 



Q 



I 



I 

A 



u 



I 

A. 



•8 



I 

I 

I 

I 



A 3 



3 
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[04] 




hours 

□ — Q +3' UTR1600nts 

A — - 1 (randomA+1600) 

o — II (randomB-i-1 600) 

....q.... fi +3' UTROnts 
— A—.- in (randomA+0) 
— -o — IV (randomB+0) 



4 
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mm) 

mm] ****** mm fo*yA9K&®&K^x®m<D®m%}mzm 



l 
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[ffi)§®##3 4M2001-396941 
[»»!!##] 594016182 

[|$B!i##] 100107179 



099679 

4,200R 

[Mffl©^] 1 1-046379 <Dffi«A£*BE:KJgK:»#<Z> 

C!SJ3©*avl 3fM¥ 11-046379 ©ffiMA*liUE3EMIc»f5fO 



i 
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2001-396941 
50201063353 

mm m?k 1409 

8|27H 



mmA] 



594016182 

«*JM&lir**J?>>£4 7 8- 1 7 
100107179 

iltscas^HKiaM^ura - 2 9 7^^s 
■ft V >y ^ X ^ a: ;v^##s^*S5m 



1 
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ffi m a m m « « 



KM** (5 9 4 0 1 6 1 8 2) 

1 . ^H^H 0 2 00 0^ 5^1 5H 

& m **jM&aifl?*^#4 7 s-i 7 



i 
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ft m A 



8»3ff## [000005968) 
1 . 3E55*M H 1 9 9 4^101200 

HEMS] £*3fcJ5 



2 
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